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Materials and Methods
Chemicals. 
TBG-/3-D-galactosidase complex.
The TBG--D-galactosidase complex was prepared as described in detail previously (11) . The purified TBG was mixed with MBS and applied to a Sephadex G-25 column. The eluted solution of TBG-MBS complex was added to f3-n-galactosidase solution and applied to a column containing Biogel A 5m. Fractions in the peak of enzyme activity were pooled and stored at 4#{176}C.
TBG standards.
TBG-free serum was prepared by thyroxin-affinity column chromatography.
The TBG concentration in this serum was less than 0.025 mg/L, as determined by a sensitive radioimmunoassay (RIA). Various amounts of purified TBG were then dissolved in the TBG-free serum and the mixtures were used as standard TBG sera. Heparinized pooled blood from normal subjects was centrifuged at 1000 x g for 10 mm, and the packed cells were washed four times with phosphate-buffered saline (0.15 mol of sodium chloride in 1 L of 10 mmol/L sodium phosphate buffer, pH 7.0); the washed, packed cells were then mixed with an equal volume of the TBG serum standards. When 30 L of themixture was spotted on the special thick filter paper and allowed to dry at room temperature, the blood spot formed was about 9 mm in diameter. TBG concentrations in the dried blood samples were expressed as equivalent to the concentrations of the TBG serum standards added to the packed cells.
Subjects. Venous blood was withdrawn from 10 normal adult subjects (five men and five women, ages 18 to 32 years); 10 normal neonates (fiveboys and five girls, ages three to four weeks); 10 normal pregnant women (ages 25 to 29 years, at 31-35 weeks of gestation); and 10 neonatal patients with hypo-TBG (five boys and five girls, ages three to four weeks). Serum and dried blood spots were prepared and kept at -20 #{176}C, except for those in the study on the stability of TBG in blood spots on filter paper.
RIA for TBG in serum. 
Results
Calibration curve. Figure   1 shows a typical calibration curve obtained with anti-TBG serum diluted 720-fold. every week for four weeks and the dried blood spots on filter paper were stored at -20 #{176}C, 4#{176}C, room temperature, or 37#{176}C, with or without drying. As shown in Figure 2 , when the blood spots were stored in dry conditions, the maximum change in TBG values was about 5% at -20 #{176}C or 4#{176}C, and 15% at room temperature.
The TBG values decreased significantly (by about half) when the samples were not kept dry on storage at 37 #{176}C or room temperature.
As shown in Table 1 , the within-assay coefficients of variation (CVs) were 4.0 to 9.9 (mean 6.6)% and the between-assay CVs were 4.8 to 6.8 (5.9)% for samples stored dried at -20#{176}C. 
DiscussIon
We previously described a double-antibody EIA for determining TBG in serum.
Here, we have used this method for 
